Hepatitis C virus subverts liver-specific microRNA, miR-122, to upregulate viral RNA abundance in both infected cultured cells and in the liver of infected chimpanzees. These findings have identified miR-122 as an attractive antiviral target. Thus, it is imperative to know whether a distinct functional complex exists between miR-122 and the viral RNA versus its normal cellular target mRNAs. Toward this goal, effects on viral RNA abundance of mutated miR-122 duplex molecules, bound at each of the two target sites in the viral genome, were compared to effects on microRNA-or siRNA-mediated regulation of reporter target mRNAs. It was found that miR-122 formed an unusual microRNA complex with the viral RNA that is distinct from miR-122 complexes with reporter mRNAs. Notably, miR-122 forms an oligomeric complex in which one miR-122 molecule binds to the 5′ terminus of the hepatitis C virus (HCV) RNA with 3′ overhanging nucleotides, masking the 5′ terminal sequences of the HCV genome. Furthermore, specific internal nucleotides as well as the 3′ terminal nucleotides in miR-122 were absolutely required for maintaining HCV RNA abundance but not for microRNA function. Both miR-122 molecules utilize similar internal nucleotides to interact with the viral genome, creating a bulge and tail in the miR-122 molecules, revealing tandemly oriented oligomeric RNA complexes. These findings suggest that miR-122 protects the 5′ terminal viral sequences from nucleolytic degradation or from inducing innate immune responses to the RNA terminus. Finally, this remarkable microRNA-mRNA complex could be targeted with compounds that inactivate miR-122 or interfere with this unique RNA structure. H epatitis C virus (HCV) infection is a global health problem with an estimated 170 million people infected worldwide (reviewed in ref. 1). HCV-infected individuals typically develop persistent infections that can lead to chronic hepatitis, cirrhosis, and hepatocellular carcinoma (2). Currently, there are no vaccines available, and the clinical efficacies of modern therapeutics are limited. Thus, understanding fundamental aspects of hostvirus interactions in HCV infection is important for the discovery of unique anti-HCV treatments. HCV is a hepatotrophic, positive-sense RNA virus that belongs to the family Flaviviridae. The HCV genome contains a single open reading frame encoding the viral polyprotein, which is subsequently cleaved into at least 10 viral proteins by host and viral proteases. The HCV open reading frame is flanked by 5′ and 3′ noncoding regions (NCRs) that contain RNA elements that are important for viral replication and translation (reviewed in ref.
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MicroRNAs (miRNAs) are small, noncoding RNAs that are predicted to regulate at least one-third of all human mRNAs (7, 8) . As a general rule, animal miRNAs function in a sequencespecific manner by binding to imperfectly complementary sites in the 3′NCR of target mRNAs. Such miRNA-target mRNA interactions typically result in decreased target gene expression by mechanisms that involve modulation of translation, mRNA turnover, or both (9-11). Thus, it was surprising that the interaction of miR-122, a liver-specific microRNA, with the HCV RNA genome increases viral RNA abundance. HCV RNA accumulation is dependent upon the miRNA biogenesis pathway, because depletion of Drosha, DGCR8, Dicer, or each of the four Argonaute (Ago) proteins greatly diminished viral RNA abundance in HCV-infected cells (12) . Curiously, the interaction of miR-122 with the HCV genome has a minimal effect (1.4-to 3-fold) on viral translation (4, 13, 14) and on the rate of viral RNA synthesis (15) , arguing that HCV RNA turnover may be prevented by miR-122.
The predicted stabilization of HCV RNA by miR-122 led us to investigate the contributions of specific miR-122 nucleotides in HCV RNA accumulation. By mutational analysis of miR-122 molecules, we identified nucleotides in miR-122 that are important for HCV RNA accumulation but are dispensable for miRNA-or siRNA-mediated regulation of target mRNAs by canonical microRNA-mRNA interactions. Our results suggest a model for an oligomeric miR-122-HCV complex in which both miR-122 molecules have extensive interactions with the HCV genome. Remarkably, one miR-122 molecule binds to the 5′ terminus of the HCV RNA with 3′ overhanging nucleotides masking the 5′ terminal sequences of the HCV genome. This model suggests that miR-122 may protect HCV RNA from nucleolytic degradation or inhibit the activation of enzymes that induce innate immune responses.
Results
Effects of Stepwise Mutation of miR-122 Molecules on HCV RNA Abundance. To examine whether miR-122 molecules bound at sites 1 and 2 had interactions outside their seed sequences, i.e., nucleotides 2-8, with HCV RNA, we devised a system to introduce mutations to the miR-122 molecules bound only at site 1 or site 2. Thus, cytidines at HCV nucleotides 27 or 42 were mutated to guanosines (Fig. 1B) . Both HCV site 1 (G 27 ) and HCV site 2 (G 42 ) are predicted to bind miR-122 in which the guanosine at nucleotide position 3 (p3) is mutated to a cytidine (miR-122 p3; Figs. 1B and 2A). If both sites need to be occupied by miR-122 with complementary seed sequences, and endogenous wild-type miR-122 can function in the presence of transfected mutant miR-122 p3 duplexes (Fig. 1B) , then miR-122 molecules bound to site 1 or 2 will be independently manipulatable. Indeed, HCV site 1 (G 27 ) RNA and HCV site 2 (G 42 ) RNA accumulated only in the presence of duplexes containing a p3 mutation (Fig. 2 B and C, p3 and WT). Therefore, the sequence requirements in miR-122 bound at site 1 and 2 can be independently investigated.
To test the impact of mutations outside of the seed sequence on the function of miR-122 bound to HCV site 1 or 2, two additional mutations at a time were introduced into miR-122 p3 duplexes. Nucleotides were mutated to their corresponding Watson-Crick base pair (Table S1 ). The microRNA duplexes were transfected 1 d prior to electroporation of in vitro transcribed HCV site 1 (G 27 ) or HCV site 2 (G 42 ) RNAs, and 1 and 3 d postelectroporation. Viral RNA abundance was measured at 5 d postelectroporation. The patterns of viral RNA accumulation in cells containing either HCV site 1 (G 27 ) (Fig. 2B ) or HCV site 2 (G 42 ) (Fig. 2C) were similar, but they displayed some interesting differences that are quantitated in Fig. 2D . HCV RNA accumulation mediated by miR-122 molecules was sensitive to mutations in miR-122 seed nucleotides 2-8 and also in positions 13 and 14, 15 and 16, 19 and 20, and 21 and 22 , when bound at either site in HCV (Fig. 2 B-D) . Mutating the nucleotides at positions 9 and 10 caused a more dramatic loss of HCV RNA when miR-122 p3,9,10 was directed to site 1, whereas mutating 17 and 18 had opposing effects at site 1 and site 2. These findings argue that distinct nucleotides in miR-122 have different effects on HCV RNA accumulation when miR-122 is bound at site 1 or site 2 of the viral RNA genome.
Effects of miR-122 Mutations in Conventional miRNA and Short-Interfering (si) RNA Assays. To test whether transfected miR-122 duplexes used in Fig. 2 were able to form miRNA duplexes and engage functional RNA-induced silencing complexes (RISC), all mutated miR-122 duplexes were tested for their abilities to modulate reporter mRNA expression in a miRNA assay. MiRNA assays were performed with firefly luciferase reporter RNAs that contained two identical stretches of the HCV sequence elements (nucleotides 1-45; Fig. 1A ) in their 3′ NCRs, yielding a total of four miR-122 binding sites (5) . Each miR-122 binding site was mutated to allow binding of miR-122 p3 molecules. After transfection of the luciferase plasmid and mutated miR-122 p3 duplexes into HeLa cells, which do not express miR-122 (4), luciferase activity was measured 24 h posttransfection. To assess efficiency of repression, miR-122 p3 was used as a positive control, and miR-122 p2-8, in which the entire seed sequence had been mutated, was used as a negative control (Fig. S1A) . Mutation of any of the seed sequence nucleotides resulted in a considerable increase in luciferase activity over the positive control. In contrast, mutations outside of the seed sequence had limited effects on the ability of mutated miR-122s to repress luciferase expression, although p3,15,16 caused slightly less repression than other mutants (Fig. S1A) . Thus, in conventional miRNA assays, mutations outside the seed sequence of miR-122 had minimal effects on miR-122's function as a microRNA.
As mutation of nucleotides 15 and 16 had such a dramatic effect on HCV RNA abundance (Fig. 2) , we further confirmed the functionality of miR-122 p3,15,16 in a siRNA assay. A plasmid encoding EGFP reporter mRNA with a sequence in its 3′ NCR perfectly complementary to miR-122 (4) was mutated to contain a sequence complementary to miR-122 p3,15,16 (EGFP-122-G 3 G 15 G 16 ). Fig. S1B shows that miR-122 p3,15,16 was able to exert an siRNA effect, cleaving the GFP reporter mRNA. Thus, miR-122 duplexes with mutations at nucleotides 15 and 16 functioned both in miRNA and in siRNA assays but did not function when bound at either site 1 or site 2 in HCV RNA to augment viral RNA accumulation.
Both Nucleotides 15 and 16 of miR-122 Are Required for miR-122's Function at Site 1 and Site 2 in HCV RNA. To determine whether the wild-type identity of nucleotide 15, 16, or both was required for HCV RNA accumulation, the guanosines at these positions were individually changed to adenosines, uridines or cytidines. When tested, all of the mutations prevented HCV RNA accumulation, regardless of whether the miR-122 mutants were targeted to site 1 (Fig. 3A) or site 2 (Fig. 3B) . However, all six of the individually mutated miR-122 molecules were still able to function in siRNA assays ( Fig. 3C and Fig. S2 ). Therefore, mutation of either position 15 or 16 in miR-122 impedes the function of miR-122 at either site 1 or site 2 in HCV RNA but does not affect the ability of miR-122 to function in RISC-mediated siRNA cleavage.
Function of miR-122 Nucleotides 15 and 16 at Site 1 and Site 2 in HCV RNA. We speculated that the guanosines at positions 15 and 16 of miR-122 might interact directly with HCV RNA. Closer inspection of sequences in the HCV genome surrounding site 1 revealed a highly conserved sequence of two cytidines at the 5′ terminus (nucleotides 2 and 3) (Table S2 ). To test the possibility that cytidine 2 and cytidine 3 of the HCV genome functionally paired with guanosines 15 and 16 in miR-122, these nucleotides were changed to guanosines in the construct HCV G 2 G 3 site 1 (G 27 ) (Fig. 4A) . As is shown in Figs. 2 and 4B , miR-122 p3, but not miR-122 p3,15,16, was able to stabilize HCV site 1 (G 27 ) RNA. However, for HCV G 2 G 3 site 1 (G 27 ) RNA, the three compensatory mutations p3,15,16 were required (Fig. 4B) . Thus, positions 15 and 16 in miR-122 molecules bound at site 1 interact directly with nucleotides 2 and 3 of the HCV RNA genome to promote viral RNA accumulation.
Inspection of the HCV RNA genome revealed a second conserved motif of two cytidines located between the two seed match sites of miR-122 at positions 30 and 31 of the HCV RNA genome (Table S2 and Fig. 4C ). To test whether this region interacted with nucleotides 15 and 16 of miR-122 bound at site 2, the function of miR-122 mutants with HCV site 2 (G 42 ) and HCV G 30 G 31 site 2 (G 42 ) was tested (Fig. 4D) . Only miR-122 p3,15,16 was able to rescue HCV RNA accumulation of HCV G 30 G 31 site 2 (G 42 ) RNA (Fig. 4D) . These findings argue that miR-122 nucleotides 15 and 16 interact directly with HCV nucleotides 30 and 31 through binding at site 2. As a result, both bound miR-122 molecules contain similar five to six nucleotide bulge sequences and 3′ terminal tails of six to seven nucleotides (Fig. 5A) . The proposed pairing shown in the model (Fig. 5A ) and the effects of miR-122 nucleotides 19-22 at both site 1 and 2 ( Fig. 2 B-D) piqued our curiosity as to the roles of these residues in maintaining HCV RNA abundance.
The 3′ Terminus of miR-122 Is Important to Augment HCV RNA Abundance. To investigate the importance of the 3′ terminal sequences of miR-122 in HCV RNA abundance further, we tested p3 mutant duplexes in which nucleotides 20-23 were deleted (p3,Δ20-23; Table S1 ). MiR-122 p3,Δ20-23 duplexes were unable to mediate HCV RNA accumulation when directed to site 1 or site 2 (Fig. 5B) . However, p3,Δ20-23 duplexes were able to function in a siRNA assay (Fig. 5C ). This finding argues that nucleotides 20-23 are necessary for miR-122's role in mediating HCV RNA abundance but are dispensable for its incorporation into active RISC complexes that perform siRNA-mediated cleavage.
To further examine the function of the 3′ end sequences of miR-122 in modulating HCV RNA abundance, mutant miR-122 molecules were synthesized that contained two 3′ terminal deoxynucleotides (p3,dGdT, Table S1 ). Transfection of miR-122 p3, dGdT duplexes rescued HCV site 1 (G 27 ) RNA accumulation to approximately 60% of the positive control when bound at site 1 (Fig. 5D) . However, miR-122 p3,dGdT duplexes rescued HCV site 2 (G 42 ) RNA to only 10% when directed to site 2 (Fig. 5D) . Importantly, as was observed for the p3,Δ20-23 duplexes, miR-122 p3,dGdT molecules functioned with similar efficiencies in siRNA assays, arguing that they were able to function in active RISC complexes (Fig. 5E ). These observations, along with the stepwise mutation analyses (Fig. 2 and Fig. S1A ), suggest that the 3′ end sequences of miR-122, i.e., nucleotides 19-23, of miR-122 are important for HCV RNA accumulation and may have distinct roles at site 1 and site 2.
Effects of Ago 1 and 2 on miR-122's Ability to Modulate HCV RNA Abundance. Previous results showed that HCV RNA accumulation is dependent upon the intact RNA silencing pathway machinery including Drosha, DGCR8, Dicer, and the four Ago proteins (12) . Thus, the RNA silencing pathway is required for the generation of mature miR-122 and/or for positioning miR-122 onto the 5′ end sequences of HCV. The data showing that 3′ deoxynucleotide-containing miR-122 duplexes functioned in the RISC but not in maintaining HCV RNA abundance argue that a canonical RISC may not be needed to maintain HCV RNA abundance. To address this possibility, Ago proteins were depleted by siRNAmediated gene knockdown. Depleted cells were then electroporated with wild-type HCV RNA and supplemented with wild-type or p3 miR-122 duplexes (Fig. S3 A and B) . Depletion of Ago 1 and 2 caused a dramatic decrease in HCV RNA levels compared to mock-and control siRNA-treated cells (Fig. S3A) . However, transfection of WT, but not of mutant p3, miR-122 duplexes rescued HCV RNA abundance to similar levels in Ago 1∕2 siRNAtreated cells and control siRNA-treated cells (Fig. S3 A and C) . These results suggest that exogenously provided mature miR-122 duplexes modulate HCV RNA abundance when Ago 1 and 2 are depleted.
Discussion
Through a series of nucleotide mutations in miR-122 molecules, we have shown that mutation of the seed sequence (nucleotides 2-8) and positions 15 and 16 did not allow HCV RNA accumulation when the mutant miR-122 was bound at either site 1 or site 2 in the HCV RNA genome. Compensatory mutations in the HCV genome at positions 2-3 and 30-31 were able to rescue HCV RNA accumulation when the miR-122 p3,15,16 mutant was directed to site 1 or site 2, respectively. Furthermore, mutation or deletion of the 3′ end sequences in miR-122 decreased HCV RNA accumulation, suggesting that these nucleotides also play a role in mediating HCV RNA abundance. Mutations at positions 9-10, 17-18, and 21-22 revealed differences in the ability of miR-122 molecules to accumulate HCV RNA when directed to either site 1 or site 2. These results suggest a model in which two miR-122 molecules form an oligomeric complex with HCV, in which internal nucleotides in each miR-122 molecule bulge out and the 3′ end of miR-122 engages in base pair interactions with the 5′ terminus of the HCV genome, providing a 3′ overhang (Fig. 5A) .
The importance of nucleotides 15 and 16 in miR-122 molecules to maintain HCV RNA abundance was completely unexpected. This finding argues that the miR-122-HCV RNA complex is an unconventional microRNA-target mRNA complex, because miR-122 molecules with mutations at nucleotides 15 and 16 were -23 ) was targeted to site 1 or 2 in HCV RNA electroporation assays as described in Fig. 2. (C) siRNA-mediated GFP cleavage assays in HeLa cells transfected with p3,Δ20-23 as described in Fig. 3. (D) Effects of 3′ end nucleotide compositions in miR-122. The last two nucleotides of miR-122 p3 were replaced with deoxynucleotides dG and dT (p3,dGdT) and targeted to site 1 or 2 in HCV RNA electroporation assays as described in Fig. 2 . (E) siRNA-mediated GFP cleavage assays in HeLa cells transfected with p3,dGdT as described in Fig. 3 .
still able to function in conventional miRNA and siRNA assays. Using genetic complementation assays, we demonstrated that nucleotides 15 and 16 of miR-122 at site 1 interact with nucleotides 2 and 3 of the HCV genome (Figs. 4B and 5A) . Additionally, mutation of nucleotides 14 and 17 in miR-122 at site 1 decreased HCV RNA abundance, suggesting that these nucleotides interact with nucleotides 4 and 1 of HCV, respectively. Nucleotides 2 and 3 are highly conserved across all HCV genotypes (Table S2 ), arguing that the interaction of miR-122 with these nucleotides is conserved among the HCV genotypes. Interestingly, the 5′ terminal guanosine nucleotide in HCV does not seem to be completely conserved among genotypes, and it has been reported that adenosine is the 5′ terminal residue in some HCV genotypes (Table S2) . However, nucleotide 17 of miR-122 is a uridine; thus, either a 5′ terminal guanosine or adenosine would be able to interact with miR-122, forming a G-U wobble or a canonical A-U base pair interaction with the first nucleotide of HCV, respectively. In addition, sequence analyses of HCV replicon RNAs recovered from stably selected cell lines revealed that the initial 5′ terminal guanosine residue was replaced by an adenosine residue over time (16, 17) . Furthermore, the acquired 5′ terminal adenosine residue was maintained in the HCV genomes, even after numerous rounds of viral RNA replication in cell culture (16) . Cai et al. also noted that both guanosine and adenosine residues were present at the 5′ termini of HCV genomes isolated from clinical samples (16) . Although this finding was attributed to a preference for the NS5B RNA-dependent RNA polymerase to initiate replication with a purine nucleotide, our results indicate that a 5′ terminal guanosine or adenosine residue may have been selected because it is required to base pair with miR-122.
Our findings also demonstrate that nucleotides 15 and 16 of site 2-bound miR-122 interact with the HCV genome at nucleotides 30 and 31 (Figs. 4D and 5B). The adenosine residues at positions 29 and 32 in the HCV RNA genome are potential binding partners for the uridine residues at positions 17 and 14 of site 2-bound miR-122, respectively. This hypothesis is supported by the data that mutation of nucleotides 13 and 14 of miR-122 at site 2 substantially reduced HCV RNA accumulation (Fig. 2) . Although the adenosine residue at position 32 is completely conserved across all HCV genotypes, the adenosine residue at position 29 is a guanosine residue in some genotypes (Table S2) . However, the guanosine residue at position 29 would still be predicted to form a G-U wobble pair with miR-122 at this position, providing further evidence for this interaction. Intriguingly, mutation of nucleotides 17 and 18 at site 2 resulted in an increase in HCV RNA abundance (Fig. 2) . This finding suggests that pairing of these nucleotides decreases HCV RNA accumulation. This may be due to competition between the uridine at position 1 of site 1-bound miR-122 and the uridine at position 17 of site 2-bound miR-122 with the adenosine at position 29 in HCV (Fig. 5A) . Alternatively, mutation of nucleotide 17 could relieve some of the conformational restriction imposed by two miR-122 complexes in such close proximity.
A previous study suggested that nucleotides near the 3′ end of miR-122 were important in maintaining HCV RNA abundance (18) . Because our study suggested that the 3′ end sequences of miR-122 form a 3′ overhanging extension with the HCV terminal nucleotides, we investigated their length in maintaining HCV RNA abundance. Although a truncated miR-122 molecule lacking the four 3′ terminal nucleotides was able to incorporate into an active RISC (Fig. 5C) , it was unable to stimulate HCV RNA accumulation (Fig. 5B) . Similarly, exchanging the terminal two ribonucleotides of miR-122 with deoxynucleotides reduced HCV RNA accumulation (Fig. 5D) . The effects of deoxynucleotide substitution were more dramatic when miR-122 molecules were directed to site 2 than to site 1 (Fig. 5D) , suggesting that these nucleotides may have distinct roles at site 1 and site 2. The 3′ end of miR-122 sequences may form base pair interactions with other viral or cellular RNA sequence elements or form complexes with proteins. In each case, ribonucleotides may form more stable interactions than deoxyribonucleotides. These observations suggest that the 3′ terminal nucleotides in miR-122 are important for HCV RNA accumulation and may mediate interactions with the viral RNA in unconventional RISCs.
Target mRNA recognition by endogenous microRNAs has been demonstrated to rely on complementarity to nucleotides 2-8 in microRNAs. However, recent results have suggested that nucleotides 13-16 in microRNAs may also play a role in RISC target recognition (19, 20) . We discovered that nucleotides 15-16 of miR-122 make important contacts with the HCV genome to mediate effects on HCV RNA abundance. It is therefore possible that Ago proteins play a role in the positioning of miR-122 onto HCV RNA. Although depletion of Ago 1 and 2 resulted in a decrease in HCV RNA abundance, supplementation with exogenous miR-122 was able to stimulate HCV RNA accumulation to a similar extent in Ago 1 and 2 siRNA-treated and control siRNA-treated cells (Fig. S3) . Although these results suggest that miR-122 affects HCV RNA abundance in the presence of low abundance of Ago 1 and 2, it is possible that low abundance of Ago 1 and 2 are sufficient to modulate HCV RNA or that Ago 3 and 4 can compensate for the loss of Ago 1 and 2. A more rigorous examination will be required to define the exact role of Ago proteins in miR-122/HCV RNA interactions and to elucidate the precise components of this unique complex at the 5′ end of the HCV genome.
Our finding that miR-122 interacts with the 5′ terminus of the HCV genome and produces 3′ overhanging extensions suggests unique hypotheses regarding its mechanism. Binding of miR-122 to site 1 of the HCV genome may protect HCV RNA from cytoplasmic sensors of viral RNA. For instance, activation of the RNA helicase retinoic acid-inducible gene-I (RIG-I) protein, a cellular sensor of RNA that is up-regulated in chimpanzees persistently infected with HCV (21) , is known to be inhibited by 3′ overhangs (22, 23) . Thus, the 3′ overhang of miR-122 at the 5′ end of HCV RNA may mask the 5′ terminus from recognition by cytoplasmic RNA sensors. Additionally, binding of miR-122 to the HCV genome may help displace the negative strand during RNA replication to prevent recognition of blunt-ended or long double-stranded RNA intermediates. Another protective role of miR-122's interaction with the 5′ terminus of the HCV genome could involve protection from 5′ exonucleases. Depletion of XRN-1 mRNA, encoding a 5′-3′ exonuclease that is involved in decay of cellular mRNAs (24, 25) , increases the expression of luciferase from tricistronic HCV replicons (26) and the abundance of electroporated HCV replicon RNA. Interestingly, Takahashi et al. reported that the 5′ termini of HCV RNA obtained from HCV replicon cells contains a 5′ monophosphate (17) , suggesting that the 5′ terminus of HCV RNA is sensitive to degradation by Xrn-1. However, the chemical composition of the 5′ termini of HCV during infection is unknown. Nonetheless, the 3′ overhang motif created by miR-122 binding could protect the HCV genome from degradation by Xrn-1 or other 5′ exonucleases.
Previous studies of interactions between miR-122 and HCV RNA have yielded conflicting results with regard to the role of miR-122 in the HCV lifecycle. Although initial reports suggested miR-122 had little effect on HCV translation (4), others have reported moderate effects of miR-122 on HCV internal ribosome entry site (IRES)-mediated translation (13, 14) . However, the 2-to 3-fold decrease in IRES-directed translation is not sufficient to account for the striking loss of HCV RNA upon mutation of miR-122 binding sites or sequestration of miR-122 (14, 15) . These results, together with our findings that miR-122 molecules form complex RNA-RNA interactions with the HCV RNA genome at the viral 5′ terminal RNA sequences, suggest that miR-122 may have multiple roles in the HCV lifecycle. Additionally, the fact that the mutant miR-122 molecules were able to incorporate into RISC and function in conventional miRNA and siRNA assays but not HCV RNA accumulation assays provides further evidence for an unusual oligomeric complex containing miR-122 that functions in a manner unique to the HCV lifecycle. Further elucidation of additional host or viral factors associated with this complex may provide potential antiviral targets to limit HCV replication.
